The 2-D sheet supramolecular structure was formed by intermolecular hydrogen bonding interaction. The fluorescence of ligands and complexes in DMF at room temperature are studied. The interactions of two complexes with calf thymus DNA (CT-DNA) are investigated using UV-Vis, CD and fluorescence spectroscopy. The results show that complex 1 exhibits higher interaction with CT-DNA than complex 2. In addition, in vitro cytotoxicity of the complexes towards four kinds of cancerous cell lines (A549, HeLa, HL-60 and K562) were assayed by the MTT method. Investigations on the structures indicated that the chirality and nuclearity of zinc complexes play an important role on cytotoxic activity.
Introduction
Schiff bases are considered as privileged and the most widely used ligands, due to their metal complexes having variety of applications in catalysis, functional materials, antibacterial, anticancer, optical resolution [1] [2] [3] [4] [5] and organic synthesis [6] . Thus, the rational design and synthesis of new Schiff base metal complexes are very meaningful. In recent years, Schiff base zinc complexes, especially chiral Zn (II) complexes have attracted considerable research interest owing to their various coordination modes and special properties. Until now researchers have explored their potential applications in luminescent materials [7, 8] , SHG-active materials [9] , fluorescent sensor [10, 11] . For instance, Consiglio et al. [12] reported the synthesis and fluorescence properties of Zn (II)-Schiff-base complexes with 2-hydroxy-4-(undec-10-enyloxy) benzaldehyde and 1,2-diamine derivates. Roy et al. [13] reported two hexanuclear zinc (II) complexes with Schiff base ligands and explained their fluorescence properties. To this class of compounds, their anticancer activities are also hot topics [14, 15] . It is important to understand the DNA binding of complexes containing zinc (II) ions and their possible relationship to cytotoxicity in tumor cell lines [16, 17] . Among the most accessed methods for investigating drug-DNA interactions, the procedure using fluorescent changes of Ethidium bromide (abbr. EB)-DNA system is attractive in nucleic acids chemistry owing to the high sensitivity and good accuracy [18] . Recently we have been focused on designing novel Schiff base polydentate ligands and investigating their self-assembly with metal centers, as well as their properties of corresponding complexes. We have reported several Schiff base nickel (II), cobalt (II)/(III) and copper (II) complexes, which exhibited significant effect for CT-DNA binding ability and cytotoxic activity [19] [20] [21] . To explore Schiff base zinc complexes as anticancer agents and stable blue fluorescent materials, two kinds of Schiff base zinc complexes were synthesized using ovanillin as Schiff base ligands (Fig 1) . Their interactions with CT-DNA were also investigated by using UV-Vis, circular dichroism and fluorescence spectra. The in vitro cytotoxic effect of these complexes on cancerous cell lines, including human lung carcinoma cell line (A549), chronic myelogenous leukemia cells line (K-562), human promyelocytic leukemia cells (HL-60) and human colon carcinoma cell lines (HCT-116), showed that chiral complex 1 exhibited substantial cytotoxic activity. In addition, complex 1 also exhibited significant effect for CT-DNA binding ability. The results indicated that the chirality and nuclearity have improtant influence on their anticancer activities and fluorescent emission.
Experimental Section

Materials and method
All chemicals are commercially available and used without further purification. IR spectra were recorded on Nicolet-5700 FT-IR spectrophotometer with KBr pellets in the 4000-400 cm -1 region. UV-Vis spectra were performed on a UV-2550 ultraviolet spectrophotometer. 1 H and 13 C NMR spectra were obtained on a Varian Mercury Plus 400 MHz NMR spectrometer. Elemental analyses for C, H and N were performed at a PE-2400-II apparatus. UV-vis absorption spectra were recorded on an HP-8453A diode array spectrophotometer. Fluorescence spectra were recorded on an LS55 spectrofluorometer. Circular dichroism (CD) spectra measurements were conducted on a Jasco J-810 spectropolarimeter. Thermal analyses were performed with a TGA SDTA 851e thermogravimetric analyzer. The Zn elemental contents for the complexes were measured by PE-Optima 2100 DV apparatus.
Syntheses
Synthesis of H 2 L
1
. The ligands and complexes were synthesized following the procedure shown in Scheme 1. The methanol solution of (R)-(+)-2-amino-3-phenyl-1-propanol (0.151g, 1 mmol) was added to o-vanillin (0.152g, 1 mmol) in 10 mL methanol. 
X-ray Crystallography
Single-crystal X-ray diffraction datas were collected on a Bruker Smart-1000 CCD diffractometer equipped with graphite-monochromated Mo Kα (λ = 0.71073 Å) radiation at room temperature. The structures were solved by direct methods and refined by the full-matrix leastsquares methods on F 2 using the SHELX-97 program. All non-hydrogen atoms were refined with anisotropic displacement parameters, while the hydrogen atoms were placed in calculated positions with isotropic displacement parameters and 1.2×U eq of the attached atom. Crystal and refinement datas are summarized in Table 1 . Selected bond lengths and angles are also listed in Table 1 .
Cytotoxicity
In vitro cytotoxicities of the complexes were studied using standard MTT assay bioassay in different cancer cells for 24 h of drug administration. The tested complexes were prepared for the experiment by dissolving in 0.1% DMSO and diluted with medium. Cell lines of A549, HCT-116, HL-60 and K-562 were cultured in 96-well culture plate in RPMI-1640 medium containing 10% FBS and 1% antibiotics, maintain culture at 37°C, 5% CO 2 and 95% air in the CO 2 incubator for 24 h. Different concentrations of prepared complexes were added to the cells and the incubation continued for 24 h. Then the media was removed, MTT was dissolved in medium and added to each well, then incubated for another 4 h. The purple formazan crystals were solubilized by the addition of 100 μL DMSO. A reading was taken on a plate reader, the absorbance was measured at 570 nm by the ELISA reader after the plate was shaken for 5 min. The values are the averages from at least three independent experiments, which were measured as the percentage ratio of the absorbance of the treated cells to the untreated controls. The IC 50 values were determined by non-linear regression analysis.
DNA-binding studies
UV-Vis absorbances was performed by keeping the concentration of the Zn (II) complexes (10 μM) constant while varying the CT-DNA concentrations from 0 to 10 μM. The sample solution was scanned in the range of 200-500 nm, while making the CT-DNA concentrations changed from 0 to 10 μM. For the fluorescence quenching experiment, the sample was added to the solution containing 30 μM CT-DNA and 3 μM EB at different concentrations (0, 15, 30, 60, 90, 120 μM). After 2 h, the fluorescence quenching spectra were recorded at 500−700 nm at λ ex = 258 nm in the absence and presence of the complex. The spectrum was recorded at the scan speed of 150 nm/min both excitation and emission with slit width 10.0/10.0 nm. CD spectra of CT-DNA were carried out in the absence and presence of the complexes at the room temperature with a quartz cell of 1 cm path length. Each sample solution was scanned in the range of 220-320 nm with a scan speed of 100 nm/ min and 1 s response time. Each spectrum was the average of three accumulations from which the buffer background had been subtracted. ), it could be considered that the deprotonated phenol O group has coordinated to the Zn (II) ion [23, 24] . Complex 1 has two intense absorption bands at 1600, 1435 and 1416 cm -1 , may be attributed to the anti-symmetric and symmetric vibrations of the carboxylate groups. The appearance of 558-507 and 470-469 cm -1 are assigned to Zn-O and Zn-N absorption respectively [25, 26] . UV-Vis spectra. The UV-Vis spectra of the ligands and complexes are recorded in ethanol. The ligands showed three main bands in the range 295-298 nm, 324-357 nm and 419-432 nm, respectively, which may be attributed to π-π Ã and n-π Ã transitions of the aromatic rings and the non-bonding electrons on N atoms of imino groups [27] . While complexes display three strong absorption bands at 243-283 nm, 277-324 nm and 375-390 nm, largely blueshifted as compared to the bands of the ligands. It does not exhibit d-d transition due to its completely filled d 10 electronic configuration [28] .
Results and Discussion Spectra
Circular dichroism spectra. Circular dichroism spectra have been utilized as a powerful tool for exploring the chiral aspect of complexes [29] . The CD spectra of 
Thermal analysis
The thermogram of the complexes 1 and 2 were recorded under nitrogen atmosphere at the heating rate of 10°C/min (S1 Fig). Before 260°C, TG curves of complex 1 show that the thermogram does not display any inflexion point, which indicates that complex 1 has excellent thermal reliability, and it does not contain any kind of small ligands (water or acetic acid). Upon heating above 260°C, a rapid collapse took place, indicating the decomposition of the complex 1. The final residue may be a mixture of ZnO and carbon. The TG curve of complex 2 shows two stages. In the range of 220-320°C, the TG curve shows the first gradual weight loss, corresponding to the loss of the coordinated acetic acid. In the range of 330-800°C, there is a quick weight loss, which indicates that the Schiff base ligands begin to rapidly decompose. The final residue of complex 2 is similar to complex 1.
Description of crystal structure
Complex 1. Single crystal X-ray diffraction analysis reveals that complex 1 crystallizes in monoclinic space group P2 1 , and consists of one Zn (II) ion and two chiral HL 1-in the asymmetric unit. As shown in Fig 3, (1) (Fig 4b) , all the C-HÁÁÁπ, O-HÁÁÁO and C-HÁÁÁO interactions observed in complex 1 could be considered as the key factor to transmit chiral information form single molecules to the homochiral 3D supramolecular architecture and yield the chiral crystals finally.
Zn (II) ions and form two stable six-member ring structures [C(1)-C(2)-C(3)-N(1)-O(4)-Zn (1); C(18)-C(19)-C(20)-N(2)-O(2)-Zn(1)], which are arranged in a closely perpendicular mode (the dihedral angle of C(1)-C(2)-C(3)-N(1)-O(4)-Zn(1) and C(18)-C(19)-C(20)-N (2)-O(2)-Zn
Complex 2. Complex 2 crystallizes in space group P-1 and includes two crystallographically independent binuclear zinc molecules (denoted A and B, respectively) (Fig 5a) . The two binuclear zinc molecules are isostructural and only molecule A is described representatively. In molecule A, the Zn1 center is five-coordinated with the ZnNO 4 donor set in a distorted trigonal bipyramidal geometry (τ = 0.685). The equatorial plane are occupied by one imine nitrogen atom (N1) and two carboxylate oxygen atoms (O4, O5) from two bis(monodentate) bridging carboxylate groups, while one phenolic oxygen atom (O1) and one protonated alkoxo oxygen atom (O10) are positioned at the apical positions with the O1-Zn1-O10 angle of 165.1(4°. The deviation of Zn1 center from the least-squares plane defined by the three equatorial donor atoms is 0.1686(64) Å in A (while 0.9793(73) Å for Zn4 ion in B).
The Zn2 ion is five-coordinated with three oxygen atoms (O3, O6 and O7) from three carboxylate groups, one phenolic oxygen atom (O1) and one methoxy oxygen atom (O2), forming a slightly distorted square pyramid ZnO 5 (τ = 0.16) with the O6 atom at the apical position. The molecule A connects with each other in the AA sequence through the weak intermolecular hydrogen bonds O10-H10ÁÁÁO8 (symmetry code: x-1, y, z), forming a 1-D infinite chain. The independent moiety B, which appears in pairs with the moiety A, links with the infinite chain through the strong hydrogen-bonding interactions O9-H9ÁÁÁO13 i (symmetry code: i, x-1, y-1, z) and O19-H19AÁÁÁO9 ii (symmetry code: ii, x, y+1, z), forming a 2-D sheet supramolecular structure (Fig 5b) .
Photoluminescence property
The photoluminescence (PL) property of the ligands and complexes are studied in the solidstate at room temperature as shown in Fig 6, S2 and S3 Figs. The free ligand H 2 L 1 displays a luminescence with an emission maximum at 517 nm excited at 440 nm, and complex 1 shows a similar strong luminescence with emission maximum peaks at 502 nm (with λ ex = 440 nm). The complex 2 exhibits weak emission at 483 nm upon excitation at 352 nm, relative to that of the corresponding ligand H 3 L 2 (λ em = 514 nm, λ ex = 468 nm) and complex 1. These emissions are neither metal-to-ligand charge transfer (MLCT) nor ligand-to-metal transfer (LMCT) in nature since the full filled d 10 configuration of Zn 2+ ions, which can probably be assigned to the intraligand (π-π Ã ) fluorescent emission of benzene [31] . Investigations on the photoluminescence (PL) property shows the intensity of complex 1 is better than complex 2, which is probably due to the differences of ligands and coordination environment around central Zn (II) ions [32] . Thus, the high luminescence efficiency in the blue light region and the thermally stability indicates the chiral complex 1 may be excellent candidate of stable blue fluorescent materials.
In Vitro Cytotoxic Activity Evaluation of the complexes
In vitro cell culture studies are valuable tools for the screening of chemotherapy agents and provide preliminary datas for further studies. The cytotoxicities of ligands, complexes and zinc acetate to different cells were evaluated through the loss of cell viability using MTT assay. The inhibition effects of complexes 1 and 2 against the four cell lines at a concentration of 25.0 μM are listed in Fig 7. The IC 50 values against four cell lines K-562, HL-60, A-549 and Hela are shown in Table 2 . Generally, most physical, chemical and biological functions of therapeutic agents are strongly dependent on special structure of compounds. In contrast to DDP and CBP, complex 1 displays novel chiral structures. The experimental results indicated that the cytotoxicities are significantly dependent on the structures of the zine complexes, including the chiral and the nuclearity. The mononuclear chiral complex 1 is most significantly remarkable on all tested four cell lines, especially HL-60 and A549. Moreover, complex 1 was found to be more potent than cisplatin. The special chiral structure of complex 1 is probably contributed to their diverse bio-functions on tumor proliferation and causes a conformational change on DNA.
DNA binding studies
Competitive binding between EB and complexes for CT-DNA. The competitive binding experiments using metal complexes as quenchers could provide some information about the binding of the complexes to DNA. This displacement method serves as an indirect evidence to identify intercalative binding modes. In this work, we studied that the interaction of two Zn (II) complexes with DNA was evaluated by the EB-DNA adduct, which can be used to distinguish intercalating and non intercalating compounds [18] . Competitive binding of other intercalators leads to a loss of fluorescence because of depletion of the EB-DNA complexes. The emission spectra of EB-DNA system in the presence and absence of complex 1 and 2 are shown in Fig 8 . [33] , and the intensity of chiral complex 1 is better than achiral complex 2.
UV-Vis absorption studies
To determine the binding ability of Zn (II) complexes with DNA helix, electronic absorption spectroscopy is employed [2] . When stacking interaction occurred between the aromatic chromophore of the test complexes and DNA base pairs, hypochromism and bathochromic shift in wavelength could be observed. The extent of hypochromism is commonly consistent with the strength of intercalative interaction [34] . The absorption spectrum of complexes 1 and 2 in the absence and presence of CT-DNA are shown in Fig 9. The strong absorption spectra at about 360 nm for tow complexes may be assigned to the ligand-to-metal charge transfer (LMCT). CD spectroscopy studies CD spectroscopy is one of the most sensitive ways and used to elucidate the changes, the conformational variations of DNA upon interaction with small molecules (often organic ligands or metal complexes) in solution. The CD spectra of CT-DNA on the addition of complexes 1 and 2, exhibit significant perturbations both in negative and positive bands (shown in Fig 10) . CD spectrum of CT-DNA exhibits a positive band at 274 nm (base stacking) and a negative band at 244 nm (helicity). The observed CD spectrum of CT DNA consists of a positive band at 274 nm due to base stacking and a negative band at 244 nm caused by helicity, which are characteristic of DNA in right-handed B-form. However, the positive and negative bands of complexes 1, 2 exhibited increase in intensity with a slight red-shift of the maximum which was attributed to partial insertion of planar aromatic chromophores in between the DNA base pairs causing stabilization of base stacking consequently [2] . The CD spectra also showed that the binding of the complex to CT-DNA does not lead to a significant change in the helix conformation of CT-DNA.
Conclusion
The novel chiral and achiral Zn (II) complexes based on o-vanillin Schiff base ligand had been synthesized and structurally characterized. The structural analysis exhibited that a homochiral 3-D supramolecular architecture complex 1 has been further constructed by intermolecular C-HÁÁÁπ, O-HÁÁÁO and C-HÁÁÁO interactions. The chirality of complex 1 was further confirmed by CD spectra. Complex 2 includes two crystalographically independent binuclear zinc molecules, and the 2-D sheet supramolecular structure was formed by intermolecular hydrogen bonding interactions. Their interactions with CT-DNA were also investigated using UV-visible, fluorescence and synchronous fluorescence spectroscopic methods. The results showed chiral complex exhibited more efficient DNA interaction with respect to achiral. Also, the chiral Zn (II) complex shows more potent cytotoxic activity on selected cancerous cell lines. Therefore, the chiral and nuclearity of zinc complexes have large influence on the anticancer activities and fluorescent emission.
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